Delayed transplantation frequently occurs in mechanically transplanted rice in China, leading to a significant reduction in grain yield. Thus, determining how to compensate grain yield loss is crucial for improving rice cultivation technology. A field experiment was conducted to investigate the effects of cultivation density and seedling age on agronomic traits and grain yield of mechanically transplanted rice. With increasing seedling age, rice tiller number, pre-anthesis dry matter accumulation, remobilization efficiency and contribution to grain yield, as well as post-anthesis photosynthesis amount decreased, causing reductions in the number of effective panicles, the total number of grains per panicle, the sink capacity per tiller, and grain yield. In rice transplanted at 30-and 35-day seedling ages, increasing cultivation density significantly enhanced the number of effective panicles and grain yield. Additionally, there existed strong, positive correlations between sink capacity per tiller and preanthesis dry matter remobilization efficiency and pre-anthesis dry matter contribution to grain yield. We conclude that in addition to cultivation density, enhancing the amount of pre-anthesis dry matter and the remobilization efficiency could be feasible for mitigating grain yield loss caused by delayed transplantation.
reports fully confirmed that it could be feasible to mitigate the negative influence induced by delayed transplantation through various agronomic measurements.
It has been established that planting density plays an important role in improving population structure, promoting the efficient use of sunlight and regulating rice tiller occurrence and grain yield formation [10] [11] [12] . Wang et al. found that the maximum grain yield was produced at 25 cm × 17 cm spacing for mechanical hill direct sown rice 13 . Qian et al. reported that the achievement of high grain yield for mechanically transplanted rice cultivars with small, medium, and large panicles required 4 seedlings per hill, 3 seedlings per hill, and 2 seedlings per hill, respectively 14 . Xu et al. showed that an increase in the mechanical transplanting density could significantly enhance the grain yield of rice cultivars suitable for close-planting 15 . Furthermore, it has been verified that the number of effective panicles significantly reduced for rice undergoing delayed transplantation, due to the repression of tiller occurrence, thereby leading to decreased grain yield 6 . Accordingly, increasing the tiller number may be a feasible method for offsetting the grain yield loss of delayed transplanted rice. Whether enhancing cultivation density (i.e., seedling number per hill) can adequately promote the number of effective tillers in rice populations and eventually decrease yield loss under delayed transplantation conditions remains unexplored. However, in regards to optimal seedling age and old seedling age, there is little information available on how cultivation density impacts the utilization efficiency of preanthesis stored photoassimilates and post-anthesis newly created assimilates. Conducting related research could provide a reference for guiding the management of mechanically transplanted rice cultivation.
The objectives of this research were (1) to determine the effect of cultivation density on tiller occurrence, pre-anthesis dry matter remobilization and utilization efficiencies, post-anthesis photosynthetic products use efficiency, sink capacity per tiller, and the grain yield component of rice with optimal and old seedling ages; (2) to ascertain whether increasing the cultivation density could significantly compensate for the grain yield loss of mechanically transplanted rice incurred by delaying transplantation; and (3) to clarify the relationship between the utilization efficiency of photoassimilates and sink capacity.
Results
Performances of the main growth duration and tiller occurrence in rice with different seedling ages at normal and high densities. With the increase of seedling age, the booting, heading, and maturity stages of rice were markedly postponed. However, these parameters remained unchanged at normal and high densities for rice with different seedling ages, indicating that cultivation density did not have an influence on the duration of rice growth (Table 1) . In 2013, the booting, heading, and maturity stages of rice with 30-and 35-day seedling ages were delayed by 3-6 days, 2-3 days, and 1-3 days, respectively, when compared with those of rice with a 25-day seedling age. In 2014, these stages were delayed by 3-5 days, 2 days and 1-2 days, respectively. From the 6 th day to the 50 th day after transplanting, the tiller numbers of rice at high cultivation density were much greater than those at normal cultivation density in both study years, regardless of rice seedling age (Fig. 1 ). For rice with a 25-day seedling age, the tiller numbers at high cultivation density were 25.94% and 29.04% higher than those at normal cultivation density in 2013 and 2014, respectively (Fig. 2) . For rice with a 30-day seedling age, the tiller numbers at high cultivation density were 29.70% and 30.36% higher than those at normal cultivation density in 2013 and 2014, respectively. Finally, for rice with a 35-day seedling age, the tiller numbers at high cultivation density were 40.55% and 39.07% higher than those at normal cultivation density in 2013 and 2014, respectively. The difference in tiller numbers between normal and high densities became greater with the increase in seedling age.
Dry matter productivity and utilization characteristics in rice with different seedling ages at normal and high densities. At the heading stage, the total dry matter weight, as well as weights of the leaf, stem and sheath, and panicle, at normal density were greater than those at high density in both study years, irrespective of seedling age ( Table 2 ). The parameters mentioned above showed similar tendencies (except for the leaf dry matter weight) at each rice maturity stage in both years. In 2013 and 2014, the dry matter weights of the Table 1 . Dates for booting, heading and maturity stages of rice with different seedling ages at normal and high densities. ND = normal density, HD = high density.
leaf, stem and sheath, and panicle, and the total weight at heading stage for rice with 30-and 35-day seedling ages showed a decreasing trend compared to that for rice with a 25-day seedling age. Similar results (excluding the dry matter weight of the leaf) were also observed at the maturity stage. Irrespective of seedling age, the leaf dry matter remobilization amount, remobilization efficiency, contribution to grain yield, and post-anthesis photosynthesis amount decreased while the stem and sheath dry matter remobilization amount, remobilization efficiency, contribution to grain yield, and post-anthesis photosynthesis contribution to grain yield were enhanced at high density, compared with those at normal density. In 2013, the corresponding values for leaf were 15.67%, 10.31%, 12.94%, and 1.47%, respectively. They were 11.29%, 7.87%, 8.90%, and 0.48%, respectively, in 2014. With increasing seedling age, the post-anthesis photosynthesis contribution to grain yield decreased while the other parameters increased across the two study years (Table 3) .
Sink capacity per tiller and the grain yield component of rice with different seedling ages at normal and high densities. As shown in Fig. 3 , compared to that at normal density, sink capacity per tiller decreased at high density. Sink capacity per tiller decreased with increasing seedling age. The change tendencies of the parameters of grain yield components were similar in both study years ( Table 4 ). The numbers of primary and secondary branches per panicle and the total number of grains per panicle at high density were found to be 6.14%, 7.47%, and 6.21% lower, respectively, than those at normal density in 2013. In 2014, the corresponding values were 9.38%, 10.07%, and 7.03%, respectively. Conversely, the number of effective panicles per square metre and grain yield at high density were increased by 17.55% and 6.73% in 2013 and 14.67% and 6.82% in 2014, respectively, compared with those at normal density. As seedling age increased, the numbers of the secondary branches per panicle, the total grains per panicle, and the numbers of the effective panicles per square metre decreased across both study years. For rice with a 25-day seedling age, there was no significant difference in grain yield between normal density and high density across both study years. However, in regards to rice with 30-and 35-day seedling ages, the grain yields at high density were enhanced by 6.63% and 13.10% in 2013 and 7.67% and 12.02% in 2014, respectively, when compared to that at normal density.
Relationships between sink capacity and pre-anthesis dry matter remobilization and post-anthesis photosynthesis utilization characteristics. The relationships between sink capacity per tiller and the utilization efficiency of pre-anthesis dry matter and post-anthesis photosynthesis under high and normal densities are shown in Fig. 4 . There were positive relationships between sink capacity per tiller and pre-anthesis dry matter remobilization amount, remobilization efficiency, contribution to grain yield and the amount of post-anthesis photosynthesis transport per tiller. Conversely, sink capacity per tiller was negatively related to the contribution of post-anthesis photosynthesis to grain yield.
Across all seedling ages, sink capacity per tiller was positively correlated with the amounts of pre-anthesis dry matter remobilization and post-anthesis photosynthesis transport per tiller (Fig. 5 ). For rice with a 25-day seedling age, sink capacity per tiller was negatively related to the preanthesis dry matter contribution to grain yield and positively related to the post-anthesis photosynthesis contribution to grain yield. In rice with 30-and 35-day seedling ages, sink capacity per tiller was positively related to the pre-anthesis dry matter contribution to grain yield and negatively related to the post-anthesis photosynthesis contribution to grain yield. Table 2 . Above-ground dry matter weight per tiller for rice with different seedling age at normal and high densities Values followed by different letters represent significant difference at p < 0.05. ND = normal density, HD = high density. ND = normal density, HD = high density.
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Discussion
Effects of cultivation densities on growth duration and tiller occurrence of mechanically transplanted rice with different seedling ages. Previous reports showed that rice jointing, heading, and maturity stages under mechanical transplantation were delayed compared with those under hand transplantation, with this difference increasing with the delay of mechanical transplantation 6 . In the present study, rice booting, heading, and maturity stages were delayed by 1-6 days with increasing seedling age. The rice booting stage was delayed more than the other growth stages. Compared to that of rice with a 25-day seedling age, the booting stage was delayed only by 2-3 days for rice with a 30-day seedling age and 5-6 days for rice with a 35-day seedling age, suggesting that the rice vegetative stage is obviously shortened with the delay of mechanical transplantation. In contrast, cultivation density did not show any influence on rice growth stage regardless of seedling age. This phenomenon indicates that seedling age could be an important factor determining rice growth stage under mechanical transplantation patterns, which is in agreement with past research 7, 16 . Table 3 . Pre-anthesis dry matter remobilization traits and post-anthesis newly created photosynthesis in rice with different seedling age at normal and high densities Values followed by different letters represent significant difference at p < 0.05. ND = normal density, HD = high density. It is indisputable that rice tiller occurrence is depressed with increasing seedling age, thereby resulting in reduced tiller numbers [16] [17] [18] [19] . In general, the seedling nursery of mechanically transplanted rice is characterized by a greater sowing amount. With the prolongation of transplantation, the growth of rice seedlings is evidently suppressed due to intensive competition among individual plants under limited growing space in seedling nursery beds, which further hampers rice tiller occurrence after being transplanted to the paddy field 16, 20 . In the present study, rice tiller number markedly decreased with an increase in seedling age regardless of density, suggesting that rice seedling age could play a vital role in determining tiller occurrence. In addition, cultivation density is also an important factor influencing rice tiller number. Increasing the seedling number per hill or the distance among rows has been shown to be feasible in enhancing the tiller numbers of the rice population 21, 22 . Data in our study also showed an increase in tiller number through enhanced cultivation density regardless of seedling age. However, it is notable that, as for rice with a 25-day seedling age, the increased magnitude of the average tiller number induced by increasing cultivation density was smaller than that of rice with 30-and 35-day seedling ages. These results reveal that an enhancement in cultivation density exerts a positive role in minimizing the reduction of rice tiller number incurred by delaying transplantation.
Effects of cultivation densities on the utilization efficiency of pre-anthesis dry matter stored in vegetal organs and post-anthesis photoassimilates of mechanically transplanted rice with different seedling ages. For rice that experienced delayed transplantation, we observed the amount of above-ground dry matter accumulation after transplantation substantially decreased due to inhibited photosynthetic ability compared with rice transplanted on time 6, 19 . We also observed that the above-ground dry matter weight of mechanically transplanted rice from heading to maturity decreased with an increase in seedling age. Furthermore, our study further verified that the amount of pre-anthesis dry matter remobilization, efficiency and contribution to grain yield, as well as the amount of post-anthesis photosynthesis, were reduced significantly with increasing rice seedling age. One possible reason for this phenomenon is the shortened vegetative growth of delayed mechanically transplanted rice, which not only adversely influences pre-anthesis dry matter accumulation but also constrains post-anthesis photosynthesis 1, 6 . In addition, previous work showed that the remobilization efficiency and contribution to grain yield of dry matter stored in the leaf, stem and sheath before the rice heading stage reduced significantly with increasing seedling numbers per hill 15 . Our results indicated that increasing cultivation density significantly reduced the amount of pre-anthesis dry matter remobilization, efficiency and contribution to grain yield, and the amount of post-anthesis photosynthesis. With increasing seedling age and cultivation density, both the amounts of pre-anthesis dry matter remobilization and post-anthesis photosynthesis decreased. Nonetheless, it is notable that while the pre-anthesis dry matter contribution to grain yield decreased, the post-anthesis photosynthesis contribution to grain yield increased. We infer that the amount Table 4 . Agronomic traits and grain yield of rice with different seedling age at normal and high cultivation density. Values followed by different letters represent significant difference at p < 0.05. ND = normal density, HD = high density.
of pre-anthesis dry matter remobilization decreased more than that of post-anthesis photosynthesis, thereby resulting in a reduced pre-anthesis dry matter contribution to grain yield and an increased post-anthesis photosynthesis contribution to grain yield.
Effects of cultivation densities on grain yield and yield components of mechanically transplanted rice with different seedling ages.
Previous studies demonstrated that delaying transplantation triggered a decrease in rice grain yield due to a marked reduction in the number of effective panicles and grain number per panicle 1, 6, 7 . In the present study, we observed that with the enhancement of seedling age, rice grain yield and sink capacity per tiller pronouncedly declined because of the significant decreases in the number of effective panicles per square metre and the number of grains per panicle. This could be attributed to inhibited tiller occurrence and shortened vegetative growth for delayed transplanted rice 1, 6, 17 . It is notable that increasing cultivation density significantly enhanced grain yield for rice with 30-and 35-day seedling ages, but it showed a nonsignificant influence on that of rice with a 25-day seedling age. Despite a reduced grain number per panicle, the increase of cultivation density produced more effective panicles, eventually enhancing the grain yield of rice with 30-and 35-day seedling ages. This result suggests that the increase in cultivation density could effectively compensate for rice grain yield loss resulting from delayed transplantation. Additionally, we found that with increasing seedling age or cultivation density, the significant reduction in grain number per panicle was primarily attributable to the marked decrease in the number of secondary branches per panicle (Table 4) . 9, 23 . Since the significant reduction in grain yield was primarily attributed to the decrease in the number of effective panicles for delayed transplanted rice, enhancing cultivation density might minimize the decrease in magnitude of the number of effective panicles and compensate for grain yield loss. However, this still lacks evidence because related reports are limited, especially for mechanically transplanted rice. Our study confirmed that for rice that experienced delayed transplantation, increasing the cultivation density (enhancing the seedling number per hill from 3 to 6) significantly enhanced the number of effective panicles despite a marginal decrease in the total number of grains per panicle, thereby compensating for grain yield loss. This result indicates that a rational enhancement of cultivation density could effectively expand a rice population and improve grain yield, particularly for rice plants that received inhibiting effects because of delayed transplantation.
Apart from the number of effective panicles, sink capacity per tiller (determined by the number of total grains per panicle and one thousand grain weight) is also an important factor determining rice grain yield 24, 25 . Our study indicated that the increase of cultivation density enhanced the number of effective panicles but decreased sink capacity per tiller. Therefore, increasing sink capacity per tiller is essential for further improvement of grain yield with delayed transplantation. As a rule, the carbohydrate supply for grain filling mainly relies on two resources: (1) dry matter stored in vegetative organs before heading stage, and (2) newly created photosynthesis from heading to maturity stage, during which the contribution of the former to final grain yield accounts for approximately 30% [26] [27] [28] [29] [30] . Currently, increasing evidence has demonstrated that non-structural carbohydrates, the main source of the dry matter stored in vegetative organs, not only function as an assimilate supply for grain filling but also play a critical role in enhancing sink activity during rice grain filling 31, 32 . This fully embodies the importance of dry matter accumulated in vegetative organs before heading for determining sink capacity and final grain yield 33, 34 . In the present study, we further found that in regard to mechanical-transplanted rice that experienced delayed transplantation, enhancing the amount of pre-anthesis dry matter remobilization and the contribution to grain yield was an effective channel to increase sink capacity per tiller regardless of cultivation density. As a result, agronomic measurements such as irrigation and fertilizer managements should be utilized to promote pre-anthesis dry matter accumulation and remobilization. Related research still needs further exploration and will be of great significance for guiding rice production.
Materials and Methods
Plant materials and experimental design. The field experiments were carried out at Yutai (35°00′N, 116°39′E), Shandong, China, during rice growth stages (from May to October) in 2013 and 2014. The site belongs to typical wheat-rice rotation cropping district in China. The daily average temperature and precipitation during rice growth season of both years were shown in Fig. 1 . The means of daily average temperature in 2013 was 1.28 °C higher than that in 2014, particularly the means from the 83th day to the 100th day after sowing. The precipitation in 2013 was 42.01 mm, which was 39.46 mm higher than that in 2014. A locally cultivated japonica rice cultivar Shengdao19, which had been bred by Shandong Rice Research Institute, was employed as experimental material. The experiment was arranged as a completely randomized split-plot design with three replications. Rice plants with three differed seedling ages (representing the days from sowing to transplantation) were assigned as the main plot, with two cultivation densities being randomly allotted to sub-plot. Three seedling ages were 25d, 30d and 35d, respectively. Planting 3 seedlings per hill and 6 seedlings per hill were regarded as two different cultivation densities (normal density and high density). To keep independent irrigation and fertilization managements for rice plants with three seedling ages, the main plots were separated by 50-cm-wide ridges with plastic film inserted into soil at a depth of 30 cm.
Cultivation management. For all treatments, rice seeds were uniformly sown on 23 May under mechanical transplantation pattern. Rice plants were transplanted on 17 June, 22 June and 27 June, respectively, by a transplanter (KUBATO, SPU-60) made in Japan. The distances between rows and hills were 30 cm and 12 cm, respectively, with 3 seedlings per hill and 6 seedlings per hill as normal cultivation density and high cultivation density. The size of each sub-plot was 30 m 2 . Fertilization and other agronomic managements were implemented according to local rice cultivation practices. The total N application amount was 270 kg ha −1 with an N, P and K application rate of 2:1:1.
Sampling and determination.
The tiller numbers of 20 fixed hills from each plot were counted from the 6 th day to the 50 th day after transplantation at an internal of 3 days. Rice growth stages of each plot were recorded timely. Representative plants of 6 hills from each plot were sampled at rice heading and maturity stages. The above-ground parts of these plants were oven-dried at 105 °C for 0.5 h and divided into three segments, including leaf blades, stems and sheaths and panicles. Subsequently, these samples were oven-dried at 80 °C until constant weight and weighed to acquire dry matter weights, respectively. At maturity, rice plants of 10 m 2 from each plot were harvested excluding border plants to determine grain yield with moisture content 14%. Thirty Representative hills of rice plants from each plot were sampled to determine the number of effective panicles, total and filled grains per panicle and 1000-grain weight.
Data analysis. Based on the parameters mentioned above, the amount of pre-anthesis dry matter remobilization and efficiency, the dry matter contribution to grain yield, the amount of post-anthesis photosynthesis, the post-anthesis photosynthesis contribution to grain yield, and sink capacity per tiller were calculated using the following equations 31, 35, 36 : Pre-anthesis dry matter remobilization amount (g) = Dry matter weight of the leaf or stem and sheath per tiller at heading -dry matter weight of the leaf or stem and sheath per tiller at maturity.
Pre-anthesis dry matter remobilization efficiency (%) = 100 × dry matter remobilization amount/dry matter weight per tiller at heading.
Pre-anthesis dry matter contribution to grain yield (%) = 100 × dry matter remobilization amount/(dry weight of the grains per tiller at maturity -dry weight of the grains per tiller at heading).
Post-anthesis photosynthesis amount (g) = Dry matter weight of the above -ground per tiller at maturityDry matter weight of the above-ground per tiller at heading.
Post-anthesis photosynthesis contribution to grain yield (%) = (Dry matter weight of the above -ground per tiller at maturity − Dry matter weight of the above-ground per tiller at heading)/(dry weight of the grains per tiller at maturity − dry weight of the grains per tiller at heading).
Sink capacity per tiller = (Number of total grains per panicle × one thousand grain weight)/1000.
